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GLAUMS 



A method of determining the nucleotide sequence of a 



a) cleaving the polynucleotide with a restriction 
enzyme so as to generate two or more fragments r 
wherein the restriction enzyme cleaves the 
polynucleotide at a site away from the restriction 
enzyme's recognition site so as to generate a cleaved 
site possessing a recessed 3 '-end and a 5 '-overhang off 
undefined sequence; 

b) filling-in said recessed 3 '-ends so as to form 
substantially blunt-ended fragments ,- 

c) cloning and sequencing said blunt-ended fragments; 

d) pairing matching blunt-ends of said blunt-ended 
fragments so as to allow said blunt-ended fragments to 
be ordered in a contiguous over- lapping arrangement? 
and 

e) reading said nucleotide sequence from said 
contiguous arrangement. 

The method according to clai m X wherein the 
restriction enzyme generates a 5 ■ -overhang of 3 or 
more bases in length. 



polynucleotide, comprising the steps of: 
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3. The method according to claim 2 wherein the 
restriction enzyme is selected from ffgral, Alt/2 61, 
Bbvl, SsjijAI, BsmFX , Bstlll, FokJ. , SfaNI, J?am2l04I , 
Sari, Ksp632I, Bbsl, Bbvieil, Bpil, BpuAI, Bsal, 
JSrco31I, BsmBl, Esp31 , BspMl , GdiXX and/or Sapl. 

4. The method according to any pyeceeding claim wherein 
the polynucleotide is cleaved frith two or more of said 
restriction enzymes. / 

5. The method according /tp /ny proceeding claim wherein 
the recessed 3 ' -ends ar d filled in by employing a DNA 
polymerase and a / mixture of deoxynucleotide 
triphosphates containing dATP, dCTP, dGTP and dTTP, so 
as to generate substantially blunt-ends. 

6. The method according to claim 5 wherein the DNA 
polymerase is DNA polymerase I, Pfu polymerase, Tlx 
polymerase, Taq polymerase, Tfl polymerase or Tth 
polymerase. 

7. The method according to arty proceeding claim wherein 

the blunt-ended fragments/possess a single adenine 3'- 

overhang and the cloyhing of said fragments is 
/ 

facilitated using a cleaved vector comprising single 
thymidine 5 ' -overhan/s at the cleavage site. 
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8. The method according to ar(y preceeding claim wherein 
the pairing of the matching ends and ordering of the 
fragments into a cSrCi/uaus over- lapping arrangement 
is carried out by us/ng a computer program designee! 
for such an application. 

• 9. The method according to any proceeding claim wherein 
reading of said nucleotid/ sequence from said 
contiguous arrangement is carried out by or with the* 
assistance of a computer. 

10. The method according to/any one of claims l to 8 for 
use in conducting / restriction mapping of 
polynucleotide . 

11. A computer program 7 for use with the method according 
to any preceeding claim wherein the computer program 
serves to pair/ the matching ends of the sequenced 
fragments and /order the fragments into a contiguous 

. overlapping estrangement. 

12. The computer program according to c ^i m 11 which 
further reads from the contiguous overlapping 
arrangement and provides the user with the nucleotide 
sequence of the polynucleotide. 
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13. An semi-automated or fully automated sequencing 
apparatus with a dedicated computer comprising the 
computer program according to either of claims 11 or 
12. 

14. A kit suitable for use with the method according to 
any one of claims 1 to 10 wherein the kit comprises at 
least one of~~said restriction enzymes and a DNA 
polymerase (s) for the filling-in and/or sequencing 
reactions. 

15. a kit according to claim 14 further comprising a 
vector for cloning the substantially blunt-ended 
fragments . 

16. A kit according to claim lS wherein the vector is a 
cleaved vector comprising single thymidine S»- 
overhangs at the cleavage site. 

17. A kit according to claim 16 wherein the vector is a 
P GEM«-T vector or a TA Cloning® Vector. 

18. A kit according to anjj/ one of claims 14 to 17 further 
comprising a compute/ program according to either of 
claims 11 or 12 in i/achine readable form- 



